. Evaluation of 3 integrin expression on various mouse fibroblast cell lines. (A) FACS histogram of different mouse fibroblast cell lines, mouse B16F1 melanoma, and middle T-transformed mouse thymus endothelial cells (mTend). Cells were stained with hamster anti-mouse 3 integrin mAb (clone 2C9.G2) and goat anti-hamster R-phycoerythrin-conjugated secondary antibody. For the staining control, the first antibody was omitted. (B) Histogram analysis of total endogenous cell surface 1 integrin in mock-and high-affinity talin-binding 3-GFP-integrin-transfected NIH-3T3 cells. Transfected cells were stained with hamster anti-mouse 1 integrin mAb (clone HM1-1) and goat anti-hamster R-phycoerythrin-conjugated secondary antibody. The data shown in A and B are each from a single representative experiment out of three repeats. Figure S2 . Spreading analysis of cells expressing integrins with mutations modifying talin interaction. (A) Schematic representation of integrin activation by ligand, talin, and kindlin binding (left side) and hypothetical models of integrin signaling that require exchange or "competition" between activating and signaling adapter proteins or a "synergistic" model in which signaling adapters are recruited to an activated integrin-adapter complex. (B) Sequences of the cytoplasmic tails of 3 and v integrins, indicating the membrane-proximal clasp (dashed box), the binding sites for talin (membrane proximal and W/NPLY), and kindlin (key residues are enlarged and numbered). (C) Mean 3 integrin cell surface expression levels of mock or various 3-GFP-integrin-transfected NIH-3T3 cells. (D) Activation index of wild-type or mutant forms of 3-GFP-integrins transiently expressed in NIH-3T3 cells. Note the increase in integrin activation caused by the mutation of the membrane-proximal salt bridge (D 723 A). Fold increase over wild type is indicated for the activating mutation D 723 A. (E) Spreading curves of NIH-3T3 cells transfected with wild-type GFP or nontagged 3 integrin and compared with cells expressing the activated D 723 A 3-GFP-integrins. (F) Spreading curves of NIH-3T3 cells transfected with 3-GFP-integrins carrying different single or double mutations in the W/NPLY 747 motif. (G) Spreading curves of NIH-3T3 cells transfected with 3-GFP-integrins carrying mutations in the membrane-proximal (MP) talin binding site (data points represent the mean of three experiments ± SEM). T, talin; P, paxillin; K, kindlin; wt, wild type. Figure S3 . Western blot of lysates and GST-talin head pull-downs of 3-GFP-integrins. As shown in part in Fig. 3 D, wild-type and mutant 3-GFP-integrins were transiently expressed in COS-7 cells, lysed, and added to glutathione-Sepharose previously loaded with GST protein alone (control) or with the GST-talin head (1-435 aa). Beads were washed and eluted with sample buffer, separated by SDS-PAGE, transferred to nitrocellulose membranes, and revealed with mouse anti-GFP mAb and HRP-conjugated secondary reagent. The lysate control was performed on 1/10 of the material used for the pull-down. Note that despite lower transfection efficiency in this experiment, the 3-VE construct is pulled down comparable to wild type. Blots were processed and revealed to be identical and in parallel. Lanes showing molecular mass marker migration on the same membrane before immunodetection have been overlaid for reference. ctr, control; wt, wild type. Figure S4 . Differential recruitment of 3-GFP-integrin into focal adhesions on FN-coated glass versus PAA gels. Glass coverslip or stiff (30 kPa) and soft (1.5 kPa) PAA gels were covalently functionalized with FN using the NHS-acrylic acid-based method (Rajagopalan et al., 2004) , and NIH-3T3 fibroblasts expressing the indicated integrin constructs were plated for 2.5 h. Cells were fixed, and the 3-GFP fluorescence was imaged using a 40×, NA 1.3 oil immersion objective on a microscope (AxioImager). Five typical cells per condition were selected to represent the degree of cell spreading as well as the level of 3-GFP-integrin recruitment to CMAs. Magnifications are identical for all images. WT, wild type. Bar, 30 µm.
